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METHODS FOR DSTECTING CANCSR-ASSOCIATED GiROMOSOME 
. .. DELETIONS 

USING IN SITU HYBRIDIZATION 

BACKGRODND OF THE INVENTION 
The present invention provides accurate and 
efficient means of detecting chromosomal deletions 
associated with neoplastic growth. In particular, it 
provides methods and composition for the localization 
of precise regions of loss of heterozygosity on 
chromosome I6q in breast cumor cells, and identifying 
putative tumor suppressor gene(s) encoded by this 
region. 

Genetic aberrations in a single cell are 
currently hypothesized to give rise to cancer (Nowell, 
Science 194:23 (1976). Foulds, J. Cbronie Dia. 
8:2(1958). Identification of the genetic events 
leading to neoplastic transformation and subsequent 
progression can facilitate efforts to define the 
biological basis for disease, inprove prognostication 
and prediction of therapeutic response, and permit 
earlier tumor detection. 

In particular, the deletion or multiplication 
of copies of whole chromosomes or chromosomal segments, 
and higher level amplifications of specific regions of 
the genome are common occurrences in cancer. See, for 
example. Smith, ee al., Bxeast Cancer Jles. Treat., 18: 
Suppl. 1: 5-14 (1991), van de Vijer k Nusse, fliochla. 
Biophya. Acta. 1072: 33-50 (1991), Sato, et aJ., 
Cancer. Rea., SO: 7184-7189 (1990). In fact, the 
amplification and deletion of ONA sequences containing 
proto-oncogenes and tumor -suppressor genes, 
respectively, are frequently characteristic of 
tumorigenesis, Dutrillaux, etaJ., Cancer Genet. 
Cytogrenec, 49: 203-217 (1990). Clearly the 
identification of amplified and deleted regions and the 
cloning of the genes involved is crucial both to the 
study of tumorigenesis and to the development of cancer 
diagnostics . 
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One model of carcinogenesis involves che 
inactivacion of cumor suppressor genes that, in 
noncancerous cells, are believed co regulate cellular 
proliferation, differentiation or morphogenesis. 
S Inactivation of these genes can lead to uncontrolled 
cell proliferation, resulting in carcinogenesis. 
(Hollingsworth et alw J. Natl Cancer Inst. 83, 9l-9fi 
(1991); Solomon ec ai.. Science 254, 1153-ilCO 
(1991) ) . Typically, carcinogenesis requires that both 
10 alleles of a tumor suppressor gene be inactivated 
(Xnudson, Proc. Natl. Acad. Sei. USA 66, 820-823 
(1971)). Often, inactivation occurs by nutation of one 
allele and loss of the other as a consequence of either 
mitotic recombination or physical deletion. 
15 Consequently, tumors carrying mutant tumor suppressor 
genes often show loss of heterozygosity (LOB) near the 
site of the suppressor gene. Several turner stippressor 
genes, for example, RBl (I3ql4.2), TP53 (17pl3.i), «ti 
(llpl3), APC (5q2i-22), and DCC (18qai.l), have been 
20 identified in regions showing LOH. 

In breast cancer, loss of heterozygosity has 
been reported on chromosomes Ip, Iq, 3p, 6q, 8q, 9q, 
llPi 13q, 15q, ISq, I7p, I7q, I8p, and 22q (Devilee ec 
al.. Oncogene 6: 1705-1711 (1991), Sato ec a2.. Cancer 
25 Rea. 51: 5794-5799 (1991), Larsson eC Genes, 
Chromosomes and Caaeer 2t 191-197 (1990)). LOB on 
chromosome I6q is of particular interest for several 
reasons. First, three different groups have reported a 
high incidence of LOH on chromosome l6q in cells 
30 derived from breast cancer tumors: 40% (Devilee et 
al., Bupza.), 51% (Sato et al., ai^ra.) , and 53% 
(Larsson et al., supra.). Second, LOH occurs on 
chromosome I6q in other tumors, including 
hepatocellular carcinoma, prostate cancer, and Wilms' 
35 tumor (Tsuda et ai., Proc. ITatl. Acad. Sd. OSA 87: 
691-694 (1990), Nishida et al.. Int. J.Caneer 51: 862- 
868 (1992), Carter ec aj., Proc. Iiatl. Acad. Sei. USA 
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87: 87S1-87S5 (1990), Bergerheim ec al.. Genes, 
Chromosomes and Cancer 3: 215-220 (1991), Maw ec al., 
Cancer Res. 52: 3094-3098 (1992)). Moreover, reduced 
relative gene copy number has been detected on 
5 chromosome 16q in breast cancer, prostate cancer and 
ovarian cancer using comparative genomic hybridization 
(CCK) (Kallioneimi ec al, Science 258: 818-821 (1992)). 

The particular genetic aberrations found in a 
particular breast tumor can have a profound effect on 
10 the prognosis and optimal treatment. The life 
e^qpectancy of breast cancer patients varies from a 
relatively short tine to as much as forty years 
(Rutqvlst ecaJ., Cancer 55: 658-6ffS (1985)), and is* at 
least partially dependent upon the particular genetic 
IS changes that give rise to the tumor. For exaa^le, LOH 
at the MET locus on chromosome 7q is associated with 
aggressive disease in one subset of breast tumors. 
(Bieche ee al., Lancet 339: 139-143 (1992)). 
Metastases from breast to the lymph nodes is increased 
20 when the MM23 tumor suppressor gene is lost from 

chromosome 17q (Rennessy et ai.. j. int. Nat'l Cancer 
mat. 83: 281-28S (1991). Therefore, diagnosis and 
treatment of breast cancer depend upon the availability 
of accurate and efficient methods for determining the 
25 genetic aberrations that give rise to the particular 
cancer. 

Cytogenetics is the traditional method for 
detecting an?»lif i«d or deleted chromosomal regions. 
The resolution of cytogenetic techniques is limited, 

30 however, to regions larger than approximately lo Mb 
(approximately the width of a band in Giemsa-stained 
chromosomes) because of the complex pacJcing of DNA into 
the chromosomes, in complex Jcaryotypes with multiple 
translocations and other genetic changes, traditional 

35 cytogenetic analysis is o£ little utility because 
)caryotype information is lacking or cannot be 
interpreted. Teyssier, J.R. , Caneer Genet. Cytoganet. , 
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37: 103 (1989). Furthermore conventional cytogenetic 
banding analysis is time consuming, labor intensive, 
and frequently difficult or impossible. 

More recent methods for assessing the amount 
S of a given DNA sequence in a chromosome are more 

senisitive than the traditional cytogenetic techniques. 
These methods employ cloned DNA or RNA probes that are 
hybridized to chromosomal This method is 

effective even if the genome is heavily rearranged so 

10 as to eliminate useful karyotype information. However « 
this Southern blotting method gives only a rough 
estimate of the copy number of a DlOk sequence, and does 
not provide any informatioa about the localisation of 
that sequence within the chromosome* 

15 Comparative genomic hybridization (CGH) is a 

more recent approach to identify the presence and 
localization of amplified or deleted sequences. See, 
Kalliohiemi ee al.^ supra. CGH, like Southern * 
blotting, reveals amplifications and deletions 

20 irrespective of genome rearrangement. CGH has 

advantages over Southern blotting, providing a more 
quantitative estimate of copy number, and also 
providing the location of the anplif ied or deleted 
sequence in the normal chromosome. Where a deletion or 

25 an^lification is limited to the loss or gain of one 

copy of a sequence, the CSH resolution is usually about 
5-10 Mb. Furthermore, the sensitivity of both CGH and 
Southern blotting techniques to contamination of tumor 
samples by normal cells makes estimating the cppy 

30 number of particular chromosomal sequences within the 
tumor cell population very difficult. 

New techniques which provide increased 
sensitivity, more precise localization of a deletion 
associated with LOH and neoplastic growth are 

35 particularly desirable for the diagnosis of cancer. 
The present invention provides these and other 
benefits. 
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S*JMMARy OF THE INVENTION 
The present invention provides methods and 
compositions for detecting deletions associated with 
neoplastic growth. The methods comprise contacting a 
chromosome sample from a patient with a composition 
consisting essentially of one or more probes each of 
which binds selectively to a target polynucleotide 
sequence on human chromosome 16 distal to 16q21 under 
conditions in which the probe forms a stable 
hjisridizatien complex with the sequence. The 
hybridization complex is then detected using standard 
techniques, typically by PISH. 

The probe is usually labeled with digoxigenia 
or biotin, which is visualised by detecting a 
IS fluorescent label, such aa PITC. In preferred 
embodiments , the probe comprises a polynucleotide 
sequence from CS2, C196 and C21. 

The hybridization complex is usually detected 
in a metaphase cell in a san^le from a breast tumor. 
In addition, reference specific to chromosome 16 
centromere may be used. 

To canfirm a loss of heterozygosity, the 
methods nay also include detecting a mutant allele of a 
gene in the deleted region of chromosome 16. For 
instance, E-cadherin eiqpreasion can be determined. 
Other methods for detecting a mutant allele include 
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PCR. 



Also provided are nucleic acid probes which 
bind selectively to a polynucleotide sequence on human 
ebromoseme 16 distal to I6q2l. The probes are 
typically labeled with digoxigenin or biotin. 
Preferred probes comprise polynucleotide sequences from 
CS2, C196 and C21. 

The invention further provides kits 
comprising a compartment which contains a nucleic acid 
probe which binds substantially a polynucleotide on 
human chromosome 16 distal to 16q21. The probes are 
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preferably labeled as described above. The kius may 
also comprise compounds for the detection of the 
probes, such as Texas red Avidin and biotin-labeled 
goat anti- avidin antibodies. 

5 Definitianfi 

A "chromosome sanqple" as used herein refers 
to a tissue or cell sample prepared for standard in 
situ hybridization methods described below. The sample 
is prepared such chat individual chromosomes remain 
10 substantially intact and typically comprises metaphase 
spreads or interphase nuclei prepared according to 
standard techniques. The tissue sample from which the 
chromosome sample is prepared is typically taken from a 
patient suspected of having the disease associated with 
15 the deletion being detected. 

As used herein a "probe* is defined as a 
polynucleotide (either RKA or DSX) capable of binding 
to a complementary target cellular genetic sequence 
through one or more types of chemical bonds, usually 
20 through hydrogen bond formation. It will be understood 
by one of skill in the art that probes will typically 
substantially bind target sequences lacking complete 
complementarity with the probe sequence depending upon 
the stringency of the hybridisation conditions. The 
25 probes are preferably directly labelled as with 

isotopes or indirectly labelled such as with biotln to 
which a streptavidin complex may later bind. By 
assaying for the presence or absence of the probe, one 
can detect the presence or absence of the target. 
Kucleic acid probes can be prepared by a variety of 
methods known to these of skill in the art. 
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A "con^sition consisting essentially of one 
or more probes each of which binds selectively to a 
target polynucleotide sequence" refers to a collection 
of one or more probes which bind substantially to the 
target sequence and nowhere else in the target 
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Chromosome or genome and which allow the detection of 
the presence or absence of the target sequence. Such 
a composition may contain other nucleic acids which do 
not materially affect the detection of the target 
sequence. Such additional nucleic acids include 
reference probes specific to a sequence in the 
centromere in the chromosome. 

■Bind(s) substantially" refers to 
complementary hybridization between an oligonucleotide 
and a target sequence and embraces minor mismatches 
that can be -accommodated by reducing the stringency of 
the hybridization media to achieve the desired 
detection of the target polynucleotide sequence. 

•Hybridizing" refers the binding of two 
single stranded nucleic acids via con^lementary base 
pairing. 

"Nucleic acid" refers .to a 
deoxyribonudeotide or Jfibonucleotide polymer in either 
single- or double -stranded form, and unless otherwise 
limited, would encompass known analogs of natural 
nucleotides that can function in a similar manner as 
naturally occurring nucleotides. 

One of skill will recognize that the preciae 
sequence of the particular probes described herein can 
be modified to a certain degree to produce probes that 
are -subetantially Identical" to the disclosed probes, 
but retain the ability to bind substantially to the 
target sequences. Such modifications are specifically 
covered by reference to the individual probes herein 
The term -eubatantial identity- of polynucleotide 
sequences means that a polynucleotide compriee. a 
sequence that has at least 90% sequence identity, and 
more preferably at least 9S%, compared to a reference 
sequence using the methoda described below using 
35 standard parameters. 

Two nucleic add sequences are said to be 
-Identical- if the sequence of nucleotides in the two 
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sequences is the same when aligned for maximum 
correspondence as described below. The cerm 
"complementary to" is used herein to mean that the 
complementary sequence is identical to all or a portion 
5 of a reference polynucleotide sequence. 

Sequence comparisons between two (or more) 
polynucleotides are typically performed by comparing 
sequences of the two sequences over a "comparison 
window" to identify and conpare local regions of 
10 sequence similarity. A "comparison window", as used 
herein, refers to a segmant of at least about 20 
contiguous positions, usually about 50 to about 200, 
more usually about 100 to about ISO in i^ieh a sequence 
may be eon^ared to a reference sequence of the same 
15 number of contiguous positions after the two sequences 
are optimally aligned. 

Optimal alignment of sequences for conparison 
may be conducted by the local homology algorithm of 
Smith and Kateman Adv. Appl, Math. 2: 482 (1981), by 
20 the homology alignment algorithm of Meedleman and 

Wuasch J. Hoi. Siel. 48:443 (1970), by the search for 
similarity method of Pearson and Lipman Proe. itttl. 
Acad. Sei. (U.S.A.) 85: 2444 (1988), by computerised 
implementations of these algorithms. 

"Percentage of sequence identity" is 
determined by comparing two optimally aligned sequences 
over a comparison window, wherein the portion of the 
polynucleotide sequence in the comparison window may 
coB?»rlee additions or deletions (i.e., gaps) as 
30 compared to the reference sequence (which does not 
convrlae additions or deletions) for optimal alignment 
o£ the two sequences. The percentage is calculated by 
determining the number of positions at which the 
identical nucleic add base or amino add residue 
occurs in both sequences to yield the number of matched 
positions, dividing the number of matched positions by 
the total number of positions in the window of 
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comparison and multiplying the result by lOO to yield 
the percentage of sequence identity. 

Another indication that nucleotide sequences 
are substantially identical is if two molecules 
5 hybridize to the same sequence under stringent 
conditions, stringent conditions are sequence 
dependent and will be different in different 
circumstances. Generally, stringent conditions are 
selected to be about 5» C lower than the thermal 

10 melting point (Tm) for the specific sequence at a 
defined ionic strength and pH. The Tm is the 
temperature (under defined ionic strength and pH) at 
which 50% of the target sequence hybridizes to a 
perfectly matched probe. Typically, stringent 

IS conditions will be those in which the salt 

concentration is at least about 0.02 molar at pH 7 and 
the temperature is at least about 60»C. . 

BRIEF DESCRIPTION OF THE FZGDRES 
20 Figure 1. showis the results of an experiment 

examining intratumoral heterogeneity in tumor B208. 

Figure 2. ReoTxlts of deletion mapping on 
chromosome i€q in 23 primary breast cancer samples. 
Closed boxes indicate deleted loci and open boxes 
25 indicate retained loci. Deletions were detected by 
fluorescence in aita hybridisation. 

DESOtZPTZON OF THE PREFEESED EMBODIMBSTS 
This invention is based on the use of 
libraries of genomic probes fozn chromosome 1« in ia 
30 tfitu hybridization to chromosome sanples eoaf>ri8ing 
interphase nuclei or metaphase spreads to detect 
chromosomal deletions. Generally, the method consists 
of two steps: 1) Che creation of a mapped library of 
probes from chromosome 16, and 2) the in situ 
35 hybridization of those probes to a sanple and 

subsequent detection of hybridization frequency to 
determine relative copy number of a particular 
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chromosomal region (typically chose distal cs leq21) in 
Che sample. The methods are preferably carried out 
using fluorophores to detect the presence o£ the 
hybridization complexes. These techniques are 
5 generally referred to as fluorescent ia situ 
hybridization or PISH. 

The mapped libraries of probes consist of a 
set of probes which when hybridized to a normal 
chromosome are distributed relatively tmiformly across 

10 the region of interest. The region typically is one 
chromosome or a part of one chromosome. 

FZSK provides high resolution mapping of 
cancer-associated amplifications and deletions. As the 
physical mapping involved ia the human gexwn* project 

15 proceeds, more chromosomal probes are becoming 
available. In addition, FISH can be applied to 
archived material (Schofield at ai., Aneriean Jouzaai 
of Pathology 141. 126S-12SS (1992)) or to the extremely 
small amounts of material available from fine needle 
.20 aspirates or in touch preparations. Therefore, FISH 
adds substantially to the battery of techniques that 
can be used in locating genes involved in cancer 
progression. 

Production of m P-r»K^ ^-^hmTV ' 

23 To prepare a mapped library, a selected 

chromotome (e.g., chromosome 16) is isolated by flow 
cytometry using methods well Icnown to those of sJcill in 
the art. Briefly, chromosomes are isolated from cells 
blocked in metaphase by the addition e.g., colcemid and 

30 stained with two DNA-binding fluorescent dyes. The 
stained chromosomes are then passed through a cell 
sorter and isolated using bivariate analysis of the 
chromosomes by size and base pair composition (see, 
e.g., Blennow et al., Hum, Genet. 90:371-374 (1992). 

35 The chromosome is then digested with restriction 

enzymes appropriate to give DNA sequences of at least 
about 20 kb and more preferably about 40 kb. 
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Techniques of partial sequence digestion are well Icnowri 
in the art. See, for exanrale Perbal, A Praczical Guide 
to Moleaxlar Cloning 2nd Ed., Wiley N.Y. (1988) . The 
resulting sequences are ligated with a vector which 
S contains a resistance marker. The vector is 

trans fected into and pr^agated in the appropriate 
host. Exemplary vectors suitable for this purpose 
include cosmids, yeast artificial chromosomes (YACs) , 
bacterial artificial chromosomes (BACs) and PI phage. 

10 Typically, cosmid libraries are prepared. The cosmid 
library then consists of single clones of the 
trans fected bacteria. 

While it is possible to generate cosmid 
libraries, as described above, libraries spanning 

15 entire chromosomes are available commercially 

(Clonetech, South San Francisco, CA) or from the Los 
Alamos National Laboratory. 
Mapping of Prbh#> Tj^^j-flp^r 

Once a probe library is constructed, a subset 

20 of the probes is physically mapped on the selected 
chromosome, in this ease chromosome 16. A nvuober of 
techniques can be used to obtain a mapped library. 

For instance ovarlapping sequences in a large 
number of randomly selected cosmid clones can be 

25 identified by unique restriction enzysM 

"fingerprinting- and their assembly into overlapping 
sets of clones. Such techniques have been used to map 
various nonhuman genomes (see, e.g., Olson et al.. 
J»roc. Natl. Acad. Sei. USA 83:7826 (1986) and Coulson 

30 ee el., Proc. Katl. Acad, Sei. USA 83.7821 (1986). 

In addition, identification of overlapping 
clones by hybridisation with RRA probes can be used. 
Cloning vectors are now available In which the 
promoters for a single polymerase, or for two different 

35 polymerases, lie adjacent to a cloning site. 

Transcription with any of the available polymerases 
enables one to produce large quantities of high- 
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specific activity RNA probes which correspond to eithe 
the coding or the non-coding strands (see, e.^. Wahl e 
al., Methods ia Enzymology 152:572 (1987)). See also 
U.S. Patent No. 5,219,726. 
S _ Alternately, FISH and digital image analysis 

can be used to localize cosmids along the desired 
chromosome. This method is described, for instance, in 
Lichter et aj., Scieaee, 247:64-69 (1990). Briefly, 
the clones are mapped by FISH to metaphase spreads from 
10 normal cells using e.y., fitC as the fluorophore. The 
chromosomes are counterstained by a stain which stains 
DNA irrespective of base composition (e.y., propidium 
iodide or DAPi) , to define the outlining of the 
chromosome. The stained metaphases are imaged in a 
15 fluorescence microscope with a polychromatic 

beam-splitter to avoid color-depeadeat image shifts. 
The different color images are. acquired with a CCD ■ 
camera and the digitized images are stored ia a 
computer. A computer progr«» i. th«x used to calculate 
20 the chromosome axis, prodect the two (for single copy 
sequences) FITC signal, perpendicularly onto this axis 
and calculate the average fractional length from a 
defined position, typically the p-telo«ere. when the 

■5 ITllTll " position 

5 of each clone is expressed in units called FLpter 

For use in the present invention, a mapped 
library of probes for chromosome is is described by 
Stalliags at al., Geaoaiea 13, 1031-1039 (1992). 

0 The coemid probes must be labeled for use in 

inBlta hybridization. The probes may be detectably 
labeled prior to the hybridization reaction. 
Alternatively, a directly detectable label which binds 
to the hybridization product may be used. Such 

. detectable group can be any material having a 

detectable physical or chemical property and have been 
well -developed in the field of immunoassays. Ttias a 
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label is any composition detectable by spectroscopic, 
photochemical, biochemical, immunochemical, or chemical 
means. Useful labels in the present invention include* 
32P. fluorescent dyes, electron -dense reagents, enzymes 
S (as commonly used in an ELISA) . Exan^les of labels 
which are not directly detected but are detected 
through the use of directly detectable label include 
biotin and dioxigenin as well as haptens and proteins 
for which labeled antisera or monoclonal antibodies are 
10 available. 

The particular label used is not critical to 
the present invention, so long as it does not interfere 
with the in situ hybridization of the probe. In 
addition the label must be . detectible in as low copy 
15 number as possible thereby maximizing the sensitivity 
112 ^ detectible above any background 

a highly localized signal thereby providing a high 
degree of spatial resolution when physically mapping ' 
20 the probe against the chromosome. In a preferred 

14 ^':. '"^^ " digoxigenin-ll-dUTP or biotin- 
14-dA3T. Which are then detected using fluorophores 

The labels may be coupled to the probes in a 

25 2 f ^ -^"1 the art 

in a preferred embodlm^it the probe will be labeled 
using nick translation or random primer extension 
(Rigby, et Ml. J. Mol. Biol,, 113: 237 (1977) or 
sambrook. ec «J.. itfoJecuIar Cloning - a Laho«cery 

30 'r'"^ ^'^"^ Laboratory. Cold Spri^ 

Studaid la titu hybridization teelmiaue. .re 
t«li" '"^ • ""^ SUid.. .Til 

35 a.r,«=i.. ,1.470-4.0 (im) «„ltoa.r.r .tl. i„ 

H=U.end«, Ed., vol 7, pg. „.„ ,pi^ ^ 
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York 1985) . Briefly, cells, either as single cell 
suspensions or as tissue preparation are deposited on 
solid supports such as glass slides and fixed by 
choosing a fixative which provides the best spatial 
resolution of the cells and the optimal hybridization 
efficiency. 

Generally, in situ hybridization comprises 
the following major steps: (i) fixation of tissUe or 
biological structure to analyzed; (2) prehybridization 
treatment of the biological structure to increase 
accessibility of target DSJi, and to reduce nonspecific 
binding; (3) hybridization of the mixture of nucleic 
acids to the nucleic add in the biological structure 
or tissue; (4) posthybridisation washes to remove 
nucleic acid fragments not bound in the hybridization 
and (5) detection of the hybridized nucleic acid 
fragments. The reagent used in each of these steps and 
their conditions for use vary depending on the- 
particular application. 

In some applications it is necessary to block 
the hybridization capacity of repetitive sequences, in 
this case, human genomic Jm is used as an agent to 
block such hybridization. The preferred size range is 
from about 200 bp to about 1000 bases, more preferably 
between about 400 to about 800 bp for double stranded, 
nick translated nucleic acids. 

Hybridization protocols for the particular 
plications disclosed here are described in detail 
below, suitable protocols are described in Pinkel ec 
30 ai. ftroc. Hatl. Acad. Sci. USA, 85:9138-9142 (1988) and 
in EPO Pub. Ko. 430,402. 

Typically, it is desirable to use dual color 
FISH, in which two probes are utilized, each labelled 
by a different fluorescent dye. A test probe that 
3S hybridizes to the region of interest is labelled with 
one dye. and a control probe that hybridizes to a 
different region is. labelled with a second dye A 
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nucleic acid that hybridiaes to a stable portion cf the 
chromosome of interest, such as the centromere region, 
is often most useful as the control probe, in this 
way, differences between efficiency of hybridisation 
from sample to sample can be accounted for. 

As noted above, the methods of the invention 
are particularly useful in detecting LOH. In this 
case, LOH regions distal to 16q21are associated with 
neoplastic growth. As shown below, detection of the 
presence of a mutant allele can be used to confirm that 
the deletion leads to LOH. One of skill will recognize 
a number of methods for detecting a mutant allele. 
Examples include southern hybridisation, PCR, 
restriction length polymorphisms, or detection of the 
IS gene product using, e.g., immunological techniques. 

gftinplfi PrePT^rgtion 

The FISH methods for detecting chromosomal 
amplifications and deletions associated with cancer 
described herein can be performed on nanogram 

20 quantities of the subject nucleic acids. Paraffin 
embedded tianor sections can be used, as can fresh or 
frozen material. Because PISH can be applied to the 
limited material, a number of types of samples can be 
used. For instance, small biopsy tissue samples from 

25 tumors can be used for touch preparations (see, e.g., 
KalUoniemi, A. et aJ., Qrtpgenee. Cell Cenec. 60: iso- 
193 (1992)). Small numbers of cells obtained from 
aspiration biopsy or cells In bodily fluids (e.g., 
blood, urine, sputum and the like) can also be 

30 analyzed. 

EXAMPt^B 1 

COH studies suggested that an LOR en 
chromosome I6q ia associated with breast cancer, and 
that this LOH is due to a physical deletion. To map 
35 the location of this LOH in primary breast tumors, we 
performed dual color FISH (Matsunara ec aJ., Cancer 
Rea. 52: 3474-3477 (1992)) with probes distributed 
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along chromosome I6q. A control probe chac hybridizes 
to the centromere region of chromosome 16 was labelled 
with one color dye, while the test' probes were labelled 
with a second color dye. Cells were scored to 
5 determine i£ the test probe produced fewer signals than 
the centromere probe in greater than 50% of all cells. 
Reduced copy number of the test probe target regions 
relative to the centromere region is strongly 
correlated with loss of heterozygosity at other loci. 
10 FISH was performed with probes obtained from 

Los Alamos. Precise mapping and contiguity of the 
probes was then confirmed prior to their use in 
analyzing samples. 

15 Cosmids or yeast artificial chromosomes 

(YACs) that contain sequences derived from regions 
distributed along chromosome 16q were labeled with 
either digoxigenin-il-dtJTP or biotin-14-dATP by 
nick- translation. PGR based screening of a YAC library 

20 was performed using primer pairs for exons 5 and 6 of 
the human E-cadherin gene to produce an E-cadherin 
specific probe. Biotinylation was carried out using a 
nick translation kit (Gibco BRL) ? the reaction was 
carried out for 90 rain at 1S*C* For digoxigeain 

25 labeling, digoxigenin-ll-dDTP (Boehringer Mannheim) was 
used instead of biotin-l4-dATP. 

The sample slides were denatured by 
incubating in denaturing solution (70% formamide, 2X 
SSC, pH 7.0) at 73'C for 2.5 min. After denaturation, 

30 slides vmxB digested with proteinase K < Sigma) at 37 
for 75 min (O.l Mg/ml for lymphocytes, O.S tig /ml for 
cultured cells, and l.O fig/mL for clinical samples, in 
20mM Tris, 2mM CaCl„ pH7.S). 

Lymphocytes were used as normal control. 

35 Cell lines were used for deletion mapping of the E- 

cadherin gene. Slides were prepared as follows: Touch 
preparations were prepared from fresh primary tumors by 
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pressing the cut surface of each tumor to a several 
clean microscope slides. Cells adhering to the slides 
were air dried and fixed for 5 min each in three 
changes of freshly prepared Camoy's solution (3:1 = 
5 methanol: acetic acid). Cell suspensions were prepared 
from -fresh tumors by mechanically disaggregating the 
tumors. The suspended cells were incubated in 
hypotonic KCl {75mM) for 15 min at 37«C, fixed in 
Camoy's solution, and dropped onto slides. Cell lines 
10 were cultured in appropriate culture media in 

humidified chamber under 5% 00, at 37«c. Metaphase 
spreads from breast cancer cell lines were made after 
treating these cells %rith colcemid (0.25;ig/ml) for 3 
hours. After hypotonic KCl treatment for 15 min at 
IS 37«C, the cells were fixed in Camoys solution, 
dropped onto slides and air dried. All slides were 
stored at -70«C until use under nitrogen gas. 

Following denaturat ion of the san^les. a 
probe mixture was applied to a warmed slide according 
20 to standard procedures. The probe mixture contained 20 
ng of labelled probe, 0.2 ng of chromosome ifi-specific 
a-satellite probe (control probe) , and, as blocking 
DMA, either 10 of human placental SNA (Signa) for 
cosmld probes or 2Mg of human Cot 1 UNA (Oibco BRL) for 
25 a YAC probe. The probes and carrier im were in 50% 
formamide. 2X SSC, and 10% dextran sulfate at pH7.0). 

The probes were hybridized to the samples for 
18-36 hours under a cover slip at 37'c in a moist 
chamber. After incubation, the slides were washed 3 
30 times in washing buffer (50%) formamide, 2 X SSC, 

PH7.0), twice in 2X SSC, once In O.IX SSC, each wash 
being carried out for lO min at 45 'C. A final wash in 
4X SSC was carried out for 5 min at room temperature. 

A three -step sandwich procedure was used to 
35 iramunocytochemlcally stain the slides after 

hybridization and washing. Hybridized biotin-labeled 
probes were detected with Texas Red avidin (Vector 
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Laboratories), biotin-labeled goat anti-avidin ancibcdy 
(Veccor Laboratories), and finally Texas Red avidin. 
The digoxigenin- labeled probes were detected with FITC- 
labeled sheep anti -digoxigenin antibody (Boehringer 
5 Mannheim) and finally FITC- labeled rabbit anti -sheep 
antibody (Vector Laboratories) . 

The staining protocol was carried out at room 
temperature. Before staining, the slides were " 
preblocked in 1% bovine serum albumin (BSA) in 4X SSC 
10 for 5 min. The first staining step consisted of 2Mg/ml 
of Texas Red avidin in 1% BSA/4X SSC. The slides were 
then washed sequentially in 4X SSC, 4X SSC/0.1% Triton 
x-100, 4X SSC, and finally In P» (a mixture of o.lM • 
NaH,PO, and O.IM NaH,PO, (pH 8.0). and 0.1% Nonldst P-40) 
IS for 10 min each. The slides were then preblocked by 
incubating ia PNM (5% Carnation dry mllk/0.02% sodium 
aside In PN) for 5 min. 

The second step consisted of incubating the 
slides in PN containing 20 pg/«l PlTClabeled sheep * 
antl-dlgoxlgenln antibody and S /ig/nd biotin-labeled 
anti-avldla antibody. Three lO minute washes in PN 
followed. The slides were then preblocked by 
incubating in PMN for 5 min. 

The third step was done with FITC-labeled 
rabbit anti-aheep antibody (50:1 dilution) and 2 Mg/ml 
Texas Red avidin in PN. After three PN washes, nuclei 
were counterstained with 0.2 mM 4', 6-diamidlno-2- 
Phenylladole (l»pi, m « antifade solution. 

Cells were scored to determine if the test 
probe produced less signal relative to that from the • 
octroi centromere region probe in greater than 50% of 
all cells. Figure i shows the results of this relative 
copy number analysis at S sites along chromosome 16, i„ 
a primary breast cancer, B208. Cosmld probes C89 and 
C25, the two probes most proximal to the centromere, 
gave a signal nearly equal to the control signal in 95% 
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and 89%. respectively, of the cells examined, xn 
contrast, the test probes CS2. C196. and C21 (which lie 
more distal than the C89 and C25 probes) gave a much 
lower signal relative to the control probe in nearly 
» all of the cells. 

Twenty- three independent primary breast 
cancers were analyzed in this way and the results are 
sho«n in Figure 2. Deletions of all material distal to 
I6ql3 were detected in 10 tu«ors and deletions of all 
material distal to 16,21 were detected in an additional 
three tumors. Thus, all tumors showing physical 
deletions on I6q appeared to be deleted distal to 
16q21. Eight of the 13 tumors scored as deleted on 16q 
appeared to carry only one copy of chromosome I6q and 5 
appe^ed to have more than one. THua. all tumors 
retained at least one apparently intact copy of 
chrompaeme I6q. . 

"^'^ rea^iltB strongly suggest that the 

putl""'/'' ^'^^ «~^»tions in a 

alTtL^^^^^^^ ^ ^'^^ - «i-e 

all the deletions were mapped distal to I6q21. we 

Z^VZT """"" - 



distal to ~P« to 16q22.1, iust 

c.dH . , f ^'^'^ '^'^^^^^ "'21 shown above e- 
cadherin (alao known as Arc-l. uvomorulin L-ol 

"«-I0,. a,„„. recent findL;.':^^."' 

.ug,„t.d that E-cdherin „y be . tu»or Lppr.!.or 

«ne.r eell. „ J« 
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5109 (1992); Giroldi etal., Cancer and Metastasis 
Reviews 12: 29-37 (1993); Donidi ec al., An j Pathol 
142: 981-986 (1993); Mayer, etal.. Cancer Res 52 : 
1690-1695 (1993); Bringuier eC ai. , Cancer Research 
5 53: 3241-3245 (1993); Gamallo eC al.. Am J Pathol 142: 
9er-993 (1993); Oka et al., Cancer Research 53: 1696- 
1701 (1993)). E-cadherin esepression is inversely 
correlated with the grade of in vitro invasiveness in 
bladder, pancreas, lung, and breast cancer cells lines 

10 (Frixen et ai., J. Cell Biology 113 t 173>18S (1991)). 
Transfection of human breast cancer cell lines with 
mouse E-cadherin cONA reduced invasiveness of the cell 
lines ia vitro (Frixen et al., stipra.). A single 
amino acid substitution in one of the Ca'* binding sites 

15 of E- cadherin causes loss of cell-cell adhesion (Ozawa 
et ai, Ceii 63: 1033-1038 (1990)). Also, E-cadherln 
has regions of homology with fat, a tumor suppressor 
gene in Drosophiia (Mahoney et ai., Ceii 67: 8S3-8iSB 
(1991) ) . 

20 We tested the- hypothesis that the I6q 

deletions are indeed unmasking mutations in the E- 
cadherin gene by detailed analysis of E-cadheria copy 
n\jmber, sequence, and eaqpression in 11 breast cancer 
cell lines. PiSH analysis of relative copy number at 

25 E-cadherin in metaphase spreads and interphase nuclei 
wa* accomplished using a VAC selected from a genomic 
library. 

Ten established breast cancer cell lines 
(BT468, BT474, (»MA1, HS578T, MCF-7, MDA134, HDA361. 
30 KDA435, SKBR3, and T47D) were obtained from the 
American Type Culture Collection (ATCC) . One cell 
line, 600MPE-, was provided by Dr. Helene Smith. 
Methodfl 

The test probe for FISH analysis of the E- 
35 cadherin locus was a YAC clone that contains the human 
E-cadherin gene. The appropriate YAC (clone 281D8) 
obtained by polymerase chain reaction (PCR) screening 



of Che CEPH YAC library. Two primer sees were used co 
amplify 14S bp wichin exon S of E-cachsrin and 121 bp 
within exon 6 of che gene. 

Primers used to amplify various axons within 
S the E-cadherin gene were as follows: 
EXl - 2 . A : S ' - CGGAAGTCAGTTCAGACTCC- 3 ' , 
EX1-2.B: 5'-CCTCTCTCCAGCTCC-3', 
EX3.A: 5'-TTTGAAGATTGCACC-3', 
EX3.B: S'-CCACTGTATTCAGCC-3'. 
10 EX4-5.A: S ' -CC5GACGATGATGTGAACAC C-3', 
EX4 -S . B : 5 ' - TGAAGATCGGAOGATTATCO- 3 ' , 
EXS.A: 5'-CCAACAAAGACAAAGAAGGC-3', 
EXS .6 : 5 ' -TATGTGGCAATGOGTTCTCTATCC-3 ' , 
EX6 .A: S • -TCTCTCACGCTGTGTCATCaACG-3 ' , 
15 BX6 .B : 5 ' -ACACSACCCCTTAAAGACCTCCT GG-3 ' , 
E3e7-8.A: S ' -CGGACSATGATOTGAACACC-3 ' , 
EX7-8.B: 5 ' -TGAACATCGQAOGATTATCO-3 ' , 
EXS . A : S ' -AGAACaAGGCTAACS-3 ' , 
EX9.B: S'-TCAC:rGGATTTGTGG-3' , 
20 EXIO.A: 5' -TTCTACACGTAGCAGTGACG-3' , 
EXIO.B: S'-GTTCCATAAATGTQTCTGGC-3', 
BXll.A: S'-CGGATTTGGAGAGACACTGC-3' , 
EXll.B: 5'-TATQAITAGGGCTGTGTACS-3', 
EZ12.A: S'-CAGTTGCTACT0GAACASGG-3' , 
25 EX12.B» S'-TGGOTCGTTGTACTaAATOG-S', 
EX13.A: S'-AGCTCATGGATAACC-a', 
EX13.B: S'-TCCTCCAAQAATCCC-3', 
EX14.A: S'-CTGCTCTTGCTGTTTCTTCG-3' , 
EX14 .8:5' -TGGTCCTCTTCTCCGCCTCC-S ' . 
30 EX14-15.A: S' -CT6CTCTTGCTGTTTCTTCG-3 • , 
EX14-15.B: 5' -TCCAATTTCATCGGG-3 ' , 
EZlfi.A: 5' -GAAAOCGGCTGATACTGACC-3 ' , 
EX16 . B : S ' -AaSTOATTTCTGCAlTrCCC- 3 ' . 
Pairs of primers (EX5.A. EX5.B and EXS.A, EX6.B) were 
used for screening of the YAC library. 

E-cadherin expression was assessed by 
indirect immunofluorescence staining using an antibody 
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against the extracellular portion of E-cadherin. 
Cultured breast cancer cells were scraped from the wall 
of plastic culture flasks, washed 3 times in phosphate 
buffered saline and adjusted to IxlO* cells in 100 til of 
5 PfiS. Ten microliters of mouse ant i- E-cadherin 
monoclonal antibody E9 (J. Cell. Bioehea. 34:187 
(1987)) was added to each cell suspension and incubated 
for 30 min at 37 'c. The cells were then washed 3 times 
in PBS. incubated in FITC-labeled sheep anti-mouse Ig 
10 antibody (Boehringer Mannheim) for 30 min at 37'c, 

washed 3 times in PBS and resuapended again in SO /il of 
PBS. Fluorescence of the cells were observed under a 
Zeiss fluorescence microscope. 

The structural integrity and expression of 
IS the non-deleted E-cadherin allele in the breast cancer 
cell lin«s was assessed by non-isetepic SSCP analysis 
(Yap ee «J., Nucleic Acids Res 20: 145 (1992); 
Alnsworth et al., Nucleic Acids Res 19: 405-406 (1991); 
Ballhausen ee aj.. Applied and Theoretical 
Electrophoresis 3: 129-131 (1993)) and reverse 
transcriptase mediated PCR (rt-pcr) . 

The full length sequence of both the hi.m^n 
and murine E-cadherin cDNA have recently been reported 
(Bussemakers et «J.. ftbleeular Biology Reports 17: 123- 
25 128 (1993)) . The genomic organization of the mouse 
gene, including the intron-exon boundaries, has been 
deduced (Ringwald ee al., Nudeic Acids Research 19: 
€533-6539 (1991)). The intron-exon boundaries of the 
human E-cadherin gene were deduced by comparison with 
the mouse homolog, and PCR primers were designed to 
amplify as much as possible of each of the predicted 16 
exons. The PCR primers, designed using the program 
Primer Detective (Lowe et al., Mideic Acids Research 
18, 1757-1761 (1990)), allowed analysis of 
approximately 80% of the E-cadherin coding sequence. 

The SSCP analysis was carried out as follows. 
Ten Ml of PCR product mixed with 2 nl of loading dye 
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(0.5% bromophenol blue and 0.5% xylene cyanol in 
fonnamide) was heat -denatured at 95 'C fcr 5 min and 
cooled on ice. The samples were then electrophoresed 
on 0.8 nun thick non-denaturing 6% or 10% 
5 polyacrylamide gels (acrylamide : bisacrylamide-49:l or 
19:1) with or without 2.5% or 5% glycerol in 0.5 x TSE 
buffer at 4-5 V/cm for 3 to 8 hours at room 
temperature. Gela were stained for IS min in 0.5X TBE 
containing 5 ng/nl ethidium bromide. Double stranded 
10 and single stranded DNA were visualized on UV 

transllluminator. Genomic DNA extracted from normal 
human lymphocytes was used as control template DMA. 

Reverse transcriptase-mediated PGR was • 
carried out as follows. Total cellular RNA was 
extracted from approximately Sxio* cells using Tri 
Reagent (Molecular Research Center, Inc.), following 
the manufacturer's. protocol. The structural integrity • 
of the isolated rka was confirmed by electrophoresis . of 
the RNA through a 1.2% formaldehyde gel. Five 
micrograms of total RKA from cell lines MCF7, 60OMPE, 
CAMAi and S78T was converted to first strand cDHA using 
the Preamp cDNA synthesis kit (BRL) . RT-PCR was 
performed oa I m1 of the synthesized cDHA template in a 
10 ml reaction volume containing l mM Mg-, so mM Tris- 
CI, pH 8.3. 0.25 mg/ml BSA, .0.5% Picoll. 400, 1 mM 
tartrazlne dye, lO pM each of primers 5U and lOL and 
O.su Tag polymerase (Perkln-Blmer) . The RT-PCR 
reactions were performed in a Idaho Technology Air 
Thermo-cycler ifiOS using lo ml capillary tubes (Idaho 
Technology) under the following conditions., l minute 
hard denaturatlon at 94 'C followed by 30 cycles of (o 
sec. 9 94-C. 0 sec. • 58'C, 25 see. • 70*C and a 2 
minute final extension at 70*0. The PGR products were 
loaded directly into a 1.2% agarose gel for size 
35 fractionation. 
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All cell lines cesced showed ac least one E- 
cadharin locus, as determined by FISH analysis. The 
copy number of E-cadherin was reduced relative to the 
control centromere region copy number in four of the 
5 eleven cell lines (MDA134, MDA43S. SKBR3, and SOOMPE) . 
Another line, CAMAl, had the same number of E-cadherin 
and centromere hybridization signals. This cell line 
has two iSq isochromoaomes plus two additional 
chromosomes that have chromosome 16 centromeres and 
10 lack E-cadherin signals. This cell line was scored as 
deleted at the -E-cadherin locus, using the rationale 
that one E-cadheria allele was lost from this cell line 
through deletion, and the other E-cadheria allele wis 
duplicated through fomation of an iseehronosome 16q, 
IS and duplicated again as the cell became tetraploid for 
chromosome I6q. Significantly, the three primary 
tumors showing reduced relative cppy number distal to 
I6q21 (Fig. 2) also showed reduced relative copy number 
at the E-cadherin locus. 
^° Indirect immunofluorescence staining using an 

antibody directed against the extracellular portion of 
E-cadherin revealed that all five cell lines having 
reduced relative copy number at the E-cadheria locus 
failed to express E-cadherin. Five of the six cell 
25 lines in which the relative copy number of E-cadherin 
was not significantly reduced expressed E-cadherla. 
These results are summarized in Table 1, and confirm 
previous reports (Prixea, et aJ., supra.; Somaera, ee 
«!., Cell Growth and Differentiation 2: 365-372 
30 (1991)). 

The failure of the five cell lines having 
reduced relative E-cadherin gene copy number to express 
detectable E-cadherin protein on the cell surface 
suggested that the . remaining E-cadherin allele 
35 contained inactivating mutations. The structural 
integrity and expression of the remaining E-eadheria 
allele were analyzed by non-isotopic SSCP analysis and 
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reverse transcriptase mediated polymerase chain 
reaction (RT-PCR) . 

All five cell lines that have reduced 
relative copy number at the E-cadherin locus were found 
S to carry DNA nutations in the remaining E-cadherin 
allele/ or did not produce detectable E-cadherin raRNA. 
MDA134 and SKBR3 were found to have deletions in the E- 
cadherin gene, as PCR failed to amplify sequences in 
these exons. Specifically, exon 6 is deleted in MEA134 
10 and exons 3 through 12 are deleted in SKBR3. SSCP 
analysis of fiOOMPE, revealed no mutation or deletions. 
However. RT-PCR of mRHA from this line, using primers 
designed to amplify from exon S to exon 10. revealed a 
deletion of approximately 180 bp. The deleted fragment 
15 was subelened and sequenced, revealing a deletion of 
the 183 bp exon 5. 

This result suggested the presence of an 

intronic mutation that interferes with the normal 
processing of the E-cadherin message. To characterize 
the mutation, genomic DNA from normal" cells and from 
60OMPE were amplified using primers located in exons 8 
and 9 (see above) and the resulting approximately i kb 
fragments were cloned and sequenced. This analysis 
revealed a 22 bp deletion in intron 8 of SOOMPE that 
eliminates the splice site acceptor sequence. 

The cell lines caMAi and 57ST were found to 
be normal in all exons by sscP. However, RT-PCR 
analysis showed that these lines did not eatress 
detectable B-cadherin mRNA. This suggests that these 

oTA^T^. "^T'""" """" axpresslon 
or stability of the E-cadherin message. 

Ewmie DMA in all of the cell lines that 
express E- cadherin appeared normal by sscp analysis 

35 amplified from exon 14 in BT468. DRA sequencing 

analysis of a PCR amplification product from this exon 
revealed a single base substitution (C-T) at base 
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position 2S2S. However, this substitution did not 
change the amino acid Asn'" encoded by this codon 
(AAC-»AAT) , so this mutation had no physiological 
effect. A single polymorphism was detected in exon 13 
at base position 2170 (C or T) . This substitution does 
not change the coding amino acid Ala*" (GCC-*GCT) . Two 
of five E-cadherin positive cell lines (BT474 and 
MDA361) and 7 of 10 normal cell lines were heterozygous 
for this polymorphism. However, all six E-cadherin 
negative cell lines had only one allele at the site of 
the polymorphism, as eaqpeeted for cells that had lose 
one E-cadherin allele through physical deletion. 

Zn summary, these data suggest that £• 
cadherin is a tumor suppressor gene that is inactivated 
IS in breast cancer through deletion of one allele leading 
to LOH on I6q, and mutation of the other allele. The 
frequency at which E-cadherin is inactivated in primary 
breast cancer haa not yet been assessed at the genetic 
level. However, estimates of LOT in mixed breast 
20 cancers range from 40 to- SOt (Devilee ee al., Oncogene 
6: 1705-1711 (1391); Sato ecal.. Cancer JZes. 51: 
5794-5799 (1991),- Larsson et al., Genea, CbromoaomeB 
and Cancer 2: 191-197 (1990)) . in addition, 
immunohistochemical analyses of E-cadherin expression 
25 showed that expression is reduced in 71% of T3/T4 
tumors, 74% of tumors with extensive lymph node 
metastasis, and in 86% of tumors with distant 
metastases (0)ca et al., Cancer Ses. 53: 1696-1701 
(1993)). Loss of E-eadherin has been reported in 
advanced cancers e£ the ppsstate (Umbas et al.. Cancer 
«e«. 52: 5104-5109 (1992); oiroldi etal., Cancer and 
Metaataaia Reviawa 12: 29-37 (1993)), colon (Oorudi ee 
al., Ad J Pathol 142: 981-986 (1993)), stomach (Mayer 
et al.. Cancer Res 53: 1690-1695 (1993)) and bladder 
35 (Bringuier et al., Cancer Jles. 53: 3241-3245 (1993)) 
and abnormal E-cadherin expression in bladder cancer 
correlates with shorter survival (Bringuier et al., 
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supra.). Thus, loss of S-cadherin function leading co 
reduced cell adhaeion seems likely to play an important 
role in the development of invasive potential in a high 
frequency of breast cancers and other solid tumors. 

The frequency of tumors progressing through 
loss of E-cadherin function may be even higher than 
suggested by analyses focused solely on E-cadherin, 
because dysfunction can also be caused by disruption of 
the E-cadherin-catenin complex that couples E-cadherin 
to the cellular cytoskeleton (Ozawa et al., Proe. Natl. 
Aead, Sei. nSA 87: 4246-42S0 (1990)). This may be 
caused by loss of function in a-, 0- or g-catenin 
(Shimoyama et al.. Cancer J?es. S2: S770-5774 (1992)), 
or by phosphorylation of the E-cadherin-catenin complex 
by activation of the v-arc oncogene (Behrens et al., j. 
Can Biol, 120 » 757-7€« (1993)}. Of course, other 
genes on I6q also. nay play a role in cancer progression 
since the LOT and PISH studies described here and 
elsewhere frequently involve regions distal to E- 
20 cadherin. The Cell Mattix Adhesion Regulator (CMAR) 
gene at 16q24 (Koyama et al., Gencmies 16: 2S4-2S5 
(1993)) ia a candidate second tumor suppressor gene on 
chromosome I6q. CMAR acts to increase cell adhesion to 
components of the extracellular matrix (Pullman ec al., 
25 Mature 3S€, 529-532 (1992)). 

All of the references cited above are hereby 
incorporated by reference. Por the purposes of clarity 
and understanding, the invention has been described ia 
these examples and the above disclosure in some detail. 
30 It will be apparent, however, that certain changes and' 
modifications may be practiced within the scope of the 
appended claims. 
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WHAT IS CTATMEP Tfi 

1. A mechod of detecting a deletion 
associated with neoplastic growth, the method 
con^rising: 

5 contacting a chromosome sample from a patient 

with a composition consisting essentially of one or 
more labeled nucleic acid probes each of which binds 
selectively to a polynucleotide sequence on human 
chromosome 16 distal to I6q21 under conditions in which 
10 the probe forms a stable hybridization complex with the 
sequence; and 

detecting the hybridization complex. 

2. The method of claim 1, wherein the label 
15 is selected from the gxoysp consisting o£ digoxigenin 

and bietin. 

3. The method of claim 1, wherein the step 
of detecting the hybridization conplex is carried out 

20 by detecting a fluorescent label. 



4. The method of claim 3, wherein the 
fluorescent label is PITC. 

5. The method of claim 1, wherein the probe 
is selected from the group consisting of polynucleotide 
sequences farem CS2, C196 and C21. 

6. The method of claim 1, wherein the 

30 hybridization complex is detected in a metaphase cell. 

7. The method of claim i, wherein the 
sample is from a breast tumor. 

8. The method of claim l, further 
comprising detecting E-cadherin expression in a senile 
from the patient. 



9. The method of claim i, further 
comprising contacting the sample with a reference probe 
which binds selectively to a sequence in the centromere 
of chromosome 16. 

5 

10. A method of detecting a deletion 
associated with neoplastic growth, the method 
con^rising, 

contacting a chromosome sanple with a 
10 conpoaieion conaisting esseatially of one or more 
labeled nucleic acid probes each of which binds 
selectively to a polynucleotide sequence on huaan 
chromosome 16 distal to I6q2l under conditions in which 
the probe forms a stable hybridisation con^lex with the 
15 sequence; 

detecting the hybridisation cosplex; and 
detecting a mutant allele of a gene located 
on humaii chromosome is distal to i6q21. 

11. The method of claim 10. wherein the 
mutant allele is detected using PCR. 

12. The method of claim 10, wherein the 
ntutant allele is detected by detecting expression of 

25 the gene. 

13. The method of claim 10, wherein the gene 
is E-cadheria. 
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14. A composition comprising a nucleic acid 
probe which binds selectively to a polynucleotide 
sequence on human chromosome 16 distal to lSq2l. 



15. The composition of claim 14, wherein the 
35 probe is labeled. 
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16. The composition of claim 14, wherein the 
label is selected from the group consisting of 
digoxigenin and biotin. 

S 17. The composition of claim 14, wherein the 

probe is selected from the group consisting of 
polynucleotide sequences from C52, C195 and C2l. 

18. A kit for the detection of deletions 
10 associated with neoplastic growth, the kit comprising a 
compartment which contains a nucleic acid probe which 
binds selectively to a polynucleotide on human 
chromosome 16 distal to I6q2l. 

IS- The kit of claim 18, wherein the probe 
is labeled. 

20. The kit o£ claim 19, wherein label ia 
selected from the group consisting o£ digoxigenin and 
20 biotin. 



21. The kit of claim 18. wherein the probe 
is selected from the group consisting of polynucleotide 
sequences from CS2, C196 and C31. 
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22. The kit of claim 18, further comprising 
a reference probe specific to chromosome 16 centromere. 

23. The kit of claim 18, further comprising 
Texas red Avidin and biotin- labeled goat anti-avldin 
antibodies. 
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A. CLA5SinCA710N OF SUBJECT MATTER 

fPCiS) :CI2Q C07H 21/02. 21/04 

US a : 435/6; 536aLU3.1 
Accordini to Intenunonal Piiatt Cteftificatioii (IPC) or to both nicional eUififiCAtioR and fPC 
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GENOMICS, VOLUME 13. ISSUED 1992. CAUEN ET AL, 
•HIGH-RBSOLUnON CYTOGENETIC-BASED PHYSICAL MAP 
OF HUMAN CHROMOSOME IS", SEE PAGES 1178-1188, 
SEE ENTIRE DOCUMENT. 

^^!ip^ f^^^^^CH. VOLUME 50. ISSUED 16 NOVEMBER 
r?SS:u\*i?J^ ^ -ALLELOTYPE OF BREAST CANCER: 
CUMULATIVE ALLELE LOSSES PROMOTE TUMOR 
PROGRESSION IN PRIMARY BREAST CANCER". PAGES 
7184-7189. SEE ENTIRE DOCUMENT. 

CANOR RESEARCH, VOLUME S3. ISSUED 01 APRIL 1993. 
?.«t^!r„i!r 'EXPRESSION OF E-CAOHERIN ADHESION 
5J?S^5 ^^^^ 8REAST CANCER TISSUES AND 
«B JS^JPilS!"*™ **^^STASIS'. PAGES 1696-1701. 
SEE ENTIRE DOCUMENT. 
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